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Chronic graft-versus-host disease (cGVHD) is a severe complication of allogeneic haematopoietic stem cell transplantation. There is a growing understanding of cGVHD, and several effective therapies for cGVHD have been reported. However, pancreatic cGVHD is a potentially untapped study field. Our thoughtprovoking study using a mouse model of cGVHD suggested that the pancreas could be impaired by cGVHD-induced inflammation and fibrosis and that endoplasmic reticulum (ER) stress was augmented in the pancreas affected by cGVHD. These findings urged us to treat pancreatic cGVHD through reduction of ER stress, and we used 4-phenylbutyric acid (PBA) as an ER stress reducer. A series of experiments has indicated that PBA can suppress cGVHD-elicited ER stress in the pancreas and accordingly alleviate pancreatic cGVHD. Furthermore, we focused on a correlation between epithelial to mesenchymal transition (EMT) and fibrosis in the cGVHD-affected pancreas, because EMT was conceivably implicated in various fibrosisassociated diseases. Our investigation has suggested that the expression of EMT markers was increased in the cGVHDdisordered pancreas and that it could be reduced by PBA. Taken together, we have provided a clue to elucidate the pathogenic process of pancreatic cGVHD and created a potentially effective treatment of this disease using the ER stress alleviator PBA.
Introduction
The recipient mice without cGVHD served as syngeneic control subjects. The recipients were irradiated with 700 cGy prior to the BMT, and the lethal irradiation was performed using a Gammacel 137 Cs source (Hitachi Medico, Ltd, Tokyo, Japan). A suspension containing 1 Â 10 6 bone marrow cells and 2 Â 10 6 spleen cells from the donors was administered to each of the recipient mice via tail vein.
The donor cells were suspended in RPMI 1640 (Life Technologies Japan Ltd, Tokyo, Japan).
Treatment of allogeneic bone marrow transplantation recipient mice with 4-phenylbutyric acid
We conducted BMT as described above, and the allo-BMT recipient mice were divided into two groups.
One group was treated with PBA (10 mg kg 21 ) (Aldrich, St Louis, MO, USA), and the other was given the solvent-vehicle phosphate buffer saline (PBS; pH 7.4) by intraperitoneal injection. We administered the inhibitor or the solvent-vehicle to the allo-BMT recipients once per day from Day 10 to Day 27 after BMT. They were sacrificed Day 28 after BMT.
Histological analysis of the pancreas and immunohistochemistry for paraffin-embedded tissue sections
Three or four weeks after BMT, the pancreas was collected from the transplant recipient mice. These samples were subsequently fixed with 10% neutral-buffered formalin and embedded in paraffin. The paraffin blocks were cut into 7 mm-thick sections, and then stained with (i) haematoxylin and eosin (HE), (ii) Mallory's trichrome [23, 24] and (iii) antibodies used in this study. For the immunohistochemical assays, paraffin was removed in the first instance. To stain the sections with a CD45 antibody (30-F11, BD Pharmingen, San Jose, CA, USA) or an E-cadherin antibody (24e10, Cell Signaling Technology, Danvers, MA, USA), they were immersed in the antigen retrieval solution (Target Retrieval Solution; Dako, Glostrup, Denmark) and then boiled with a microwave oven for 10 min, and the reactions between the antigens in tissue sections and the primary antibodies were conducted at 48C overnight. The sections were then treated with fluorophore-labelled secondary antibodies with 4 0 ,6-diamidino-2-phenylindole (DAPI) for nuclear staining at room temperature for 45 min and mounted with an anti-fading mounting medium (Fluorescent Mounting Medium; Dako). Fluorescence images were taken with an LSM confocal microscope (Carl Zeiss, Jena, Germany). As for the counting of CD45 þ cells, five areas of each tissue section were randomly photographed at 200Â magnification, and the number of CD45 þ cells in the individual images was subsequently determined.
With respect to secondary antibodies, goat anti-rat IgG (H þ L) secondary antibody, Alexa Fluor 568 conjugate (Molecular Probes) and goat anti-rabbit IgG (H þ L) secondary antibody, Alexa Fluor 488 conjugate (Molecular Probes) were used to detect CD45. Rat IgG2b, k (eB149/10H5, eBioscience, San Diego, CA, USA) and rabbit IgG (Cell Signaling Technology, Danvers, MA, USA) were used as isotype controls for CD45 and E-cadherin, respectively.
Immunohistochemistry for frozen tissue sections
Three or four weeks after BMT, the pancreas was collected from the transplant recipient mice. These samples were subsequently fixed with 10% neutral-buffered formalin and embedded in Tissue-Tek OCT Compound (Sakura Finetek, Torrance, CA, USA) to produce formalin-fixed frozen blocks. The frozen blocks were then cut into 7 mm-thick sections and preserved at 2808C until they were used. In order to carry out multiple staining for CHOP (H-43, Santa Cruz Biotechnology, Santa Cruz, CA, USA) and CD68 (FA-11, AbD Serotec, Kidlington, UK), the formalin-fixed frozen sections were defrosted at 378C, fixed with acetone at room temperature for 20 min, washed with PBS (3 Â 3 min) and heated up in the antigen retrieval solution (HistoVT One; Nakalai Tesque, Kyoto, Japan) at 708C for 20 min with a water bath.
After the activity of the target antigens was recovered, the sections were blocked with 10% normal goat serum, and the reactions between the antigens in tissue sections and the primary antibodies were conducted at 48C overnight. The sections were then treated with fluorophore-labelled secondary antibodies with DAPI for nuclear staining at room temperature for 45 min and mounted with an antifading mounting medium (Fluorescent Mounting Medium; Dako). Fluorescence images were taken with an LSM confocal microscope (Carl Zeiss, Jena, Germany). In this immunohistochemical examination, the following secondary antibodies were used: goat anti-rabbit IgG (H þ L) secondary antibody, Alexa Fluor 488 conjugate (Molecular Probes, Eugene, OR, USA) goat anti-rat IgG (H þ L) secondary antibody, Alexa Fluor 568 conjugate (Molecular Probes) and goat anti-American hamster IgG (H þ L) secondary antibody, Alexa Fluor 568 conjugate (Molecular Probes). With regard to isotype controls, rat IgG2a (54447, R&D Systems, Minneapolis, MN, USA) and rabbit IgG (Cell Signaling Technology) were used for CD68 and CHOP, respectively.
Electron microscopy
Transmission electron microscopic analysis was performed according to standard protocols. Tissues were collected from the murine pancreas, immediately fixed with 2.5% glutaraldehyde in 0.1 M phosphate buffer ( pH 7.4) at 48C for 4 h and washed three times with 0.1 M phosphate buffer. The samples were subsequently fixed again with 2% osmium tetroxide, dehydrated in a graded series of ethanol and 100% propylene oxide, and embedded in epoxy resin. One micrometre sections were made from the processed tissues and then stained with methylene blue. The thick sections were observed with a microscope to find parts which were suitable for preparation of ultrathin sections. The obtained sections were placed on mesh grids, stained with uranylacetate and lead citrate and examined with an electron microscope (1230 EXII; JEOL, Tokyo, Japan). All electron micrographs were acquired with a bio scan camera (Gatan bio scan camera model 792, Tokyo, Japan).
Immunoblotting analysis
The tissues of interest were placed in Eppendorf tubes, and pre-cooled RIPA buffer was added to the tubes. The tissues were then homogenized using an electric homogenizer. After the samples were on ice for 1 h, they were centrifuged at 15 000 r.p.m. at 48C for 5 min. The supernatants were subsequently collected in fresh tubes on ice and used as cell lysates. An equal amount of 5Â Laemmli buffer was added to each cell lysate, followed by protein denaturation at 1008C for 5 min. Equal amounts of protein from each sample were loaded into the wells of SDS-PAGE gels and then resolved. The proteins were transferred from the gels to membranes at 15 V for 20 min. The membranes were blocked with 5% skim milk or 5% BSA in 1 Â TBST (a mixture of Tris-buffered saline and tween 20) at room temperature for 1 h. The membranes were then incubated with primary antibodies at 48C overnight. The primary antibodies were diluted 1000 times with 5% skim milk or 5% BSA in 1 Â TBST. After the primary antibody incubation, the membranes were washed with 1 Â TBST (3 Â 10 min), subjected to secondary antibody at room temperature for 1 h and then washed with 1 Â TBST (3 Â 10 min) and 1 Â TBS (2 Â 10 min). The proteins of interest were visualized using either of the following two methods. (i) Colorimetric detection of the target proteins was conducted using BCIP/NBT substrate (Promega, WI, USA). (ii) Signals were developed with an enhanced chemoluminescence (ECL) detection reagent (GE Healthcare, Littlecalfont, UK), and the target proteins were subsequently visualized with a LAS 4000 mini chemiluminescence imaging system (Fujifilm/GE Healthcare). Densitometric analysis of the obtained protein bands was conducted with the use of the image processing software ImageJ. The primary antibodies used in this experiment were as follows: GRP78 
Measurement of blood glucose levels
Blood glucose levels were measured by the Japanese company Sanritsu Zelkova (Kanagawa, Japan). The measurement was conducted with the use of a kit (27E1X80166000006, LSI Medience, Japan). 
Results

Histological analysis of the pancreas affected by chronic graft-versus-host disease
In the first instance, we conducted histological investigation into the pancreas. As indicated by HE and Mallory's staining, tissues around ducts in the pancreas collected from allo-BMT recipients were excessively inflamed in association with mononuclear cell infiltration and fibrotic in concert with extracellular matrix accumulation (figure 1a,b; electronic supplementary material, figures S1 and S2). Conversely, when mice underwent syn-BMT, their pancreas seemed to be virtually normal (figure 1a,b; electronic supplementary material, figures S1 and S2). This finding indicated that pancreatic exocrine failure could be induced by cGVHD. Immunostaining for the generic leucocyte marker CD45 also revealed that abnormal immune cell migration was observed in the cGVHD-disordered pancreas by contrast with its syngeneic control equivalent ( p ¼ 0.00038) (figure 1c,d; electronic supplementary material, figure S3 ). In addition, the size of pancreatic islets was greatly reduced in the cGVHD-affected mice in contrast to that in their syngeneic control counterparts (figure 1e; electronic supplementary material, figure S4 ). Presumably owing to the dysfunctional exocrine and endocrine glands [25 -27] , the blood glucose levels in the cGVHDaffected mice were substantially greater than those in the syngeneic control subjects ( p ¼ 0.000029) (figure 1f ). The degree of inflammation and fibrosis was determined by immunoblot assays for the inflammatory markers IL-6 and CTGF [28, 29] . Our data indicated that these two markers were expressed at higher level in the cGVHD-affected pancreas compared with its syngeneic control partner (IL-6:
and S6). Furthermore, electron micrographic analysis was carried out to examine the state of the pancreas more closely. The electron micrographs of cGVHD-affected pancreatic epithelia suggested (i) that the ER was abnormally expanded and distorted owing to aberrant accumulation of proteins, (ii) that the walls of blood vessels in the stroma were extremely thin in association with multiple fenestrations, (iii) that the cristae of mitochondria in acinar cells were distorted and damaged and (iv) that the mitochondria were expanded (figure 1g; electronic supplementary material, figure S7 ). As shown by these findings, the pancreas is presumably prone to cGVHD-triggered inflammation and fibrosis.
Elevation of endoplasmic reticulum stress markers in the pancreas disordered by chronic graft-versus-host disease
The novel histological elucidation of pancreatic cGVHD urged us to investigate a detrimental link between ER stress and cGVHD by measuring the following ER stress indicators: GRP78, CHOP, p-PERK, p-eIF2a and p-IRE1a. As judged by immunoblot analysis, the ER stress markers in the cGVHD-affected pancreas were expressed at higher level than its syngeneic control partner (GRP78:
; electronic supplementary material, figure S8a-e). As a consequence of the activation of ER stress signalling pathways, the following two inflammation-related molecules were elevated and/or activated in the cGVHD-disordered pancreas in contrast to its syngeneic control counterpart: NF-kB and TXNIP (NF-kB: p ¼ 3.9 Â 10 27 , TXNIP: p ¼ 4.9 Â 10 26 ) (figure 2a,b; electronic supplementary material, figure S8f,g). These results are indicative of the fact that ER stress was elevated in the pancreas disordered by cGVHD.
Augmentation of epithelial to mesenchymal transition markers in the pancreas disordered by chronic graft-versus-host disease
Our examination indicated that the pancreas was vulnerable to fibrosis elicited by cGVHD, and a survey of literature revealed that epithelial to mesenchymal transition (EMT) was involved in various fibrosis-associated disorders [30 -34] . Hence, we hypothesized that it would be the case with pancreatic cGVHD. In order to investigate our hypothesis, immunostaining and immunoblot analysis were conducted to examine the expression levels of EMT markers. As shown by immunohistochemical and immunoblot assays, the expression of the EMT indicator E-cadherin in the cGVHD-affected pancreas was decreased in contrast to that in its syngeneic control equivalent ( p ¼ 0.0016) 
Treatment of pancreatic chronic graft-versus-host disease through reduction of endoplasmic reticulum stress
Once we discovered the detrimental association between ER stress and pancreatic cGVHD, our ensuing attempt was to cure cGVHD in the pancreas by reducing ER stress. As described in the section Material and methods, we treated allo-BMT recipient mice with PBA or the solvent-vehicle. As judged by immunoblot analysis, the pancreas collected from the PBA-treated mice displayed the lower protein levels of GRP78, CHOP, p-PERK, p-eIF2a and p-IRE1a compared with that collected from their vehicle-treated counterparts (GRP78: 
Histological observations of chronic graft-versus-host disease target organs
In order to investigate the extent of inflammation and fibrosis in the PBA-and vehicle-treated pancreas from allo-BMT recipients, HE and Mallory staining was conducted. The HE and Mallory pictures suggested that areas around pancreatic ducts in PBA-medicated pancreas were less inflamed and fibrotic compared with its vehicle-medicated partner (figure 5a,b; electronic supplementary material, figures S11 and S12). In addition, immunohistochemical analysis showed (i) that the number of immune cells in the PBA-injected pancreas was vastly lower than that in its vehicle-injected equivalent ( p ¼ 0.005) (figure 5c,d; electronic supplementary material, figure S13 ) and (ii) that macrophages expressing CHOP were observed in the vehicle-treated pancreas in contrast to its PBA-treated counterpart (electronic supplementary material, figure S14). Furthermore, pancreatic islets in the PBAtreated allo-BMT recipient mice were larger than those in their vehicle-treated counterparts (figure 5e; electronic supplementary material, figure S15) . Presumably, as a result of the protection of exocrine and endocrine glands, the blood glucose levels in the PBA-medicated allo-BMT recipients were normal in contrast to those in their vehicle-medicated equivalents ( p ¼ 2.2 Â 10 27 ) (figure 5f ). Immunoblot analysis of IL-6 and CTGF also indicated that systemic injection of PBA suppressed cGVHD-elicited inflammation and fibrosis in contrast to the solvent-vehicle (IL-6: p ¼ 6.9 Â 10 27 , CTGF: p ¼ 1.6 Â 10 28 ) (electronic supplementary material, figures S16 and S17). Moreover, judging from electron micrographic analysis, pancreatic epithelia treated with PBA had almost normal structure of ER, blood vessels and mitochondria (figure 5g; electronic supplementary material, figure S18 ). By contrast, in vehicle-treated pancreatic epithelia, the ER appeared to be expanded due to abnormal accumulation of proteins, the wall of a capillary was extremely thin, and mitochondria seemed to be damaged and lose their cristae (figure 5g; electronic supplementary material, figure S18 ).
Repression of chronic graft-versus-host disease-elicited epithelial to mesenchymal transition in pancreas by 4-phenylbutyric acid
We subsequently investigated whether PBA could suppress EMT, which was conceivably associated with excessive fibrosis in the pancreas affected by cGVHD. Immunohistochemistry and immunoblot analysis revealed that E-cadherin was retained in the PBA-treated pancreas in contrast to its vehicle-treated counterpart ( p ¼ 7.4 Â 10 24 ) (figure 6a-c; electronic supplementary material, figure S19a). In addition, the protein levels of a-SMA and Snail in the PBA-medicated pancreas seemed to be normal, whereas a-SMA and Snail were overexpressed in its vehicle-medicated partner (a-SMA: p ¼ 0.0019 and Snail: p ¼ 0.0082) (figure 6b,c; electronic supplementary material, figure S19b,c).
Discussion
Allogeneic HSCT recipients are subjected to risk of cGVHD, which can affect multiple organs and cause a wide range of disabling symptoms. Although cGVHD in many organs has been investigated over recent decades, pancreatic cGVHD has been virtually unstudied. Thus, we were prompted to examine the state of the pancreas affected by cGVHD using a well-established mouse model. As demonstrated by our rsos.royalsocietypublishing.org R. Soc. open sci. 5: 181067 previous investigation, the pathogenic processes of lacrimal gland cGVHD in this murine model were similar to those in patients with cGVHD [3,35 -37] . As with the human lacrimal glands affected by cGVHD, abnormal inflammation and fibrosis were observed in their murine counterparts. In addition, previous reports demonstrated that inflammation and fibrosis were induced systemically in this mouse model [3, 36, 38] . Therefore, we examined the development of pancreatic cGVHD using this murine model. Our histological investigation revealed that the pancreas in allo-BMT recipient mice was aberrantly inflamed and fibrotic and that the pancreas was vulnerable to cGVHD. In particular, severe inflammation and fibrosis around pancreatic ducts were induced, and pancreatic islets were shrunk. Previous reports indicated that exocrine failure as well as endocrine failure in the pancreas could result in diabetes [25] [26] [27] . Hence, it is conceivable that the exocrine and endocrine failure in cGVHD-affected pancreas resulted in diabetes-like symptoms and thereby the blood glucose levels in mice with cGVHD were augmented. Moreover, as confirmed by immunoblot investigation, the expression of the inflammatory marker IL-6 [28] and the fibrotic indicator CTGF [29] was higher in the cGVHD-affected pancreas compared with its syngeneic control partner. IL-6 is conceivably involved in the differentiation of naive T cells into regulatory T cells or proinflammatory T cells [39, 40] . Hence, IL-6 has captured interest from many researchers working on GVHD. Also, because CTGF is reported to be overexpressed in a wide range of fibrosis-associated diseases, it can indicate the degree of fibrosis in a reliable manner [41] . Furthermore, our electron microscopic examination into pancreas disordered by cGVHD suggested that (i) the ER in the cGVHD-affected epithelia was expanded owing to the accumulation of proteins, (ii) the blood vessels were seriously demolished and (iii) mitochondria in the epithelia were severely damaged. Our survey of previous articles revealed that mitochondria could be destroyed as a result of increased ER stress. Hence, the expanded ER and the damaged mitochondria were indicative of escalation of ER stress. Accordingly, with the novel findings above, we next investigate pancreatic cGVHD more closely. Our recent report indicates that the elevation of ER stress in cGVHD-disordered organs is associated with abnormal inflammation and fibrosis [10] . Thus, we envisaged that it was also applicable to the pancreas. Our data suggested (i) that ER stress markers were expressed at higher level in the pancreas affected by cGVHD compared with its syngeneic control counterpart and (ii) that accordingly the cGVHD-impaired pancreas displayed the higher expression of the inflammation-associated molecules NF-kB and TXNIP. The elevation of TXNIP prompted us to carry out a survey of literature, and previous articles demonstrated that TXNIP was detrimentally correlated with EMT and that EMT was related to fibrosis elicited by cGVHD [42, 43] . In this study, we focused on the following EMT markers: E-cadherin, a-SMA and Snail. Literature precedent suggests (i) that EMT can be promoted by loss of E-cadherin, which is expressed in epithelial cells, (ii) that the increased expression of a-SMA in vascular smooth muscle cells and myoepithelial cells is correlated with EMT and (iii) that Snail is presumed to suppress the expression of E-cadherin [30, 44] . Our investigation into the EMT indicators suggested that EMT occurred in the cGVHD-affected pancreas and contributed to the development of cGVHD-triggered fibrosis in a deleterious manner.
With these outcomes, we subsequently attempted to treat pancreatic cGVHD. As reported in our recent article, the ER stress reducer PBA can be an effective medication to treat cGVHD in various organs. Thus, we attempted to combat pancreatic cGVHD by treating allo-BMT recipients with PBA. Our data suggested the ability of PBA to reduce cGVHD-induced ER stress and the corresponding proinflammatory molecules in the pancreas. As a consequence, judging from the results of histological and immunohistochemical examination, cGVHD-caused inflammation and fibrosis were reduced in the PBA-treated pancreas by contrast with its vehicle-treated partner. Especially, PBA treatment subdued inflammation and fibrosis around pancreatic ducts, prevented pancreatic islets from shrinking and retained normal blood glucose levels in all-BMT recipient mice. Electron microscopic assays also underpinned our claim by showing that PBA kept the ER, blood vessels and mitochondria in pancreatic epithelia virtually intact.
Literature precedent suggests that PBA shows the capacity to restrain EMT, which results in fibrosis [45] . This report and our encouraging outcomes prompted us to more meticulously investigate how PBA protected the pancreas from fibrosis induced by cGVHD. Our immunohistochemical and immunoblot assays for EMT makers in the PBA-and vehicle-injected pancreas suggested that PBA could suppress EMT induced by cGVHD. As stated above, TXNIP is reported to be implicated in EMT. Thus, it is conceivable that PBA suppressed the ER stress-induced expression of TXNIP, with the result that EMT caused by cGVHD was subdued.
In clinical settings, some cGVHD patients suffer from diabetes. Historically, it has been presumed to arise from the conventional steroid treatment [8, 9] . However, our basic study has suggested that diabetes in allogeneic HSCT recipients could result from cGVHD-induced inflammation and fibrosis in the pancreas and that the ER stress attenuator PBA has the potential to prevent the new onset of diabetes.
Overall, our animal study has indicated that the pancreas can be disordered by cGVHD-elicited inflammation and fibrosis and that systemic injection of PBA can prevent and/or mitigate pancreatic cGVHD. Hence, our novel investigation into pancreatic cGVHD may change the current insights into diabetes occurring in allogeneic HSCT recipients and facilitate the treatment of cGVHD in medical settings.
Animal ethics. All the scientific experiments on mice were performed in accordance with the Animal Welfare Act at Keio University School of Medicine. Our protocols for experiments on animals were approved by the animal care and use committee at Keio University (Approval no. 09152).
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